determined by reacting [3H-acetyl]-aspirin with purified enzyme followed by high pressure liquid chromatography analysis of the protein components of the reaction mixture. Heme-reconstituted enzyme incorporated approximately one acetyl group per 70-kDa subunit, whereas apoprotein incorporated 0.1 acetyl group per subunit. The ability of the heme prosthetic group to enhance acetylation of the protein was correlated with its ability to protect the Argttt-Gly254 peptide bond from cleavage by trypsin. In contrast, high activity was detected after reconstitution of apoenzyme initially incubated with aspirin in the absence of a metalloporphyrin.
This experiment indicates not only that aspirin acetylation is irreversible in vitro but also implies that apoenzyme is not acetylated when incubated with 1 mM aspirin at room temperature for 30 mm.
are The mechanism by which Fe3"-PPIX or Mn3-PPIX enhances acetylation of a single serine hydroxyl group from a total of 27 is intriguing.
Two obvious possibilities
The in vivo half-life of aspirin is quite short; hydrolysis to salicylic acid is complete in a few minutes (5 
